Sera collected from both naturally and artificially infected rabbits were found to show excellent correlation when examined for the presence of Encephalitozoon cuniculi antibodies using the immunoperoxidase and immunofluorescence tests. Out of 85 randomly selected rabbits, 21 were found to be serologically positive using both the tests. However, lesions which could be attributed to E. cuniculi infection were only demonstrated in 16.
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Encephalitozoon cuniculi is a protozoan of the class Microsporidia.
It was first described by Levaditae, Nicolau & Schoen (1923) and usually produces few or no clinical symptoms, although it is present in the majority of commercial rabbit colonies. The disease can be observed histologically by the identification of the distinctive lesions in the brain and kidney and, more rarely, by finding spores of the parasite in these tissues by the use of suitable stains (McCartney, 1924; Smith & Florence, 1925) .
For diagnostic purposes a number of serological tests have been used. The immunofluorescence test (Chalupsky, Vavra & Bedrnik, 1973; Jackson, 1973; Cox & Pye, 1975) and the immuno-indian ink test (Waller, 1977) have had considerable success. Other serological tests which have been used include a skin test (Pakes, Shadduck & Olsen, 1972 ) and a complement-fixation test (Wosu, 1975) . The haemagglutination test has so far been found to be unsuitable (Hubner, Uhlikova, Bedrnik & Vavra, 1973) . This paper reports the application of the immunoperoxidase (IP) test (Sternberg, 1971) for the diagnosis of E. cuniculi infections, and compares the results with those obtained with the immunofluorescence test (IF).
Materials and methods

Preparation of antigen
The E. cuniculi used as antigen came from the Imperial College Research Station and was main· tained in serial passage in mice. MDCK cell cultures were inoculated with spores from infected fluid as described by Waller (1975) . Spores were harvested by pouring off the media, centrifuging at 2500 g for 20 min and resuspending in phosphate buffered saline pH 7·2 (PB S). The spores were counted using a haemocytometer under phase-contrast, and adjusted by centrifugation or addition of PBS to give a concentration of 10 6 spores/ml. PTFE-coated slides with 2 rows of 6 wells were prepared (Matossian, Kane, Chantler, Batty & Sarhadian, 1972) . A drop (approximately 0·025 ml) of antigen was dropped into each well and allowed to dry, fixed by gentle heat and stored at -70°C until required.
Sera
The sera were obtained from 6 rabbits, each of which had been shown to be positive or negative by demonstrating the presence or absence of lesions associated with E. cuniculi infection. Rabbits from conventional breeding colonies were also examined serologically and histologically for presence of E.
cuniculi.
Positive control
Known positive sera were obtained by intravenous (iv) injection of 6 SPF Dutch rabbits from our Category 4 breeding colony (LAC, 1974) with 1 ml peritoneal fluid infected with E. cuniculi and containing about 10 6 spores/ml (Nelson, 1962) . After a month the rabbits were killed, the blood collected, and the brain and kidney prepared for histology.
Negative control
6 Dutch rabbits from the same source were killed and treated similarly.
Natural infection
85 rabbits collected from 19 accredited breeding colonies were delivered to the laboratory over a period of 12 months under the Rules of Accreditation (LAC, 1974) . Serum was collected, stored at -20°C, and the kidneys and brains removed and prepared for histology. Only a small quantity of serum is required from each animal, and therefore it would be possible to collect blood from the ear vein when mass screening of colonies is required.
Immunoperoxidase test
The antigen-treated slides were treated as described below. I. Immersed in 0·5% hydrogen peroxide in methanol for 30 min. 2. Immersed in 20% horse sera (Wellcome Foundation Ltd, Hither Green Lane, London, S 13 6TJ) in PBS in a coplin jar. 3. Dried by blotting. 4. Test sera samples, diluted I in 16 to remove nonspecific adsorption in PBS, applied to each well. 5. Incubated for 30 min at room temperature in a humid atmosphere. 6. Washed in PBS for 30 min in a slide rack in a staining trough. 7. Dried by blotting. 8. Optimally diluted (1/60-1/100) goat anti-rabbit IgG conjugated to horse-radish peroxidase (Miles Laboratory Ltd, Stoke Poges, Slough, SL2 4LY) in PBS applied to each well. 9. Incubated for 30 min at room temperature. 10. Washed in PBS. 11. Dried by blotting. 12. Immersed in 0·01 % hydrogen peroxide in 0·05% solution of dianisidine (Uniscience Ltd, Airfleet House, Sullivan Road, London, SW6 3PX) and incubated for 10 min. 13. Washed in PBS for 10 min and dried by blotting. 14. Mounted with mounting medium and cover glass. 15. Examined by light microscope x 10 objective.
Wells were considered positive when the spores were stained dark brown, especially when aggregations of spores were seen. Specificity of staining spores is not high, the brown stain being somewhat amorphous (Figs 1 and 2) . Negative wells showed no stains whatsoever. 
Immunofluorescence test
The immunofluorescence test (Cox & Pye, 1975) was carried out using antigen as described above. Bright, clear fluorescence was interpreted as being positive.
Histology
Sections of kidney and brain were cut at 4 ,um, stained with Ehrlich's haematoxylin and eosin, and distinctive lesions and E. cuniculi spores were noted.
Results
Experimentally-injected rabbits
All rabbits had titres between 512 and 2048 and lesions in either brain or kidney or both. The IF and IP tests gave similar results (Table 2) .
Natural infection
All titres of 1/ 16 or above were considered positive. Of the 85 rabbits examined, 21 were positive using the IP and IF tests. No rabbits with lesions in brain or kidney were found to have a negative serological titre. The titres varied from 64 to 8194 (Table I) .
Discussion
The immunoperoxidase method proves to be a sensit;ve test for the diagnosis of E. cuniculi, and its reproducibility proves it to be dependable. The results of the IF and the IP tests are similar, although in 5 cases the IP test gave a higher titre than the IF. Care is required when reading the titre of positive sera in the IP test, since there is a continuous reduction in the due to the animal having had a recent infection (hence the low titre) or to not enough sections having been examined.
The high titres which were demonstrated in this report were also recorded by other workers (Cox & Pye, 1975; Chalupsky, Vavra & Bedrnik, 1973) and would seem to be normal for this infection.
The peroxidase test, like the immuno-indian ink test (Waller, 1977) , has the distinct advantage in that an ultraviolet microscope is not required and the preparation lasts indefinitely.
brown staining with increasing dilution, whereas in the IF test a sharp cut-off occurs. This could be a reason for the higher IP titres.
In 4 rabbits with a titre of 64-2048, no lesions were seen in either the brain or kidney. This could either be
